The field was divided into uniform soil areas; eight soil samples to 40 cm depth were collected at random over the field and mixed to give a composite sample. 42  3  40  12   37  1  39  41  28  19  2  6  35  11  8  43   15  9  31  20  7  40  21  42  28  26  24  38   11  5  4  10  44  22  18  41  17  5  20  16   36  13  21  35  29  17  19  27  36  22  7  31   32  2  43  16  38  8  13  29  14  33  3  4   18  30  23  26  14  33  15  44  25  39  9  10   27  25  12  24  34  6  34  37  1  23  32  30 Figure S2 │ The randomized experimental design used in this study. The field was divided into four parcels. Each parcel enclosed 44 plots (2 x 2 m), each one consisting of seven rows, 33 cm apart. Just before nectar sampling, three plots with plants showing a uniform growth were selected for each rapeseed variety (in green), whereas plants in the fourth plot (in red) were not used. Nectars were harvested from plants at the 63 to 65 phenological stage in the BBCH-scale (as shown in the photograph at the right bottom). Figure S4 │ Sugar analysis. To measure glucose concentration, sample aliquots were incubated with hexokinase and glucose-6-phosphate dehydrogenase in the presence of NAD + and ATP. The increase of absorbance at 340 nm was followed for 15 min, until it stabilized. Fructose content was then quantified by adding phosphoglucose isomerase, following the resulting increase of absorbance for further 21 min. Sucrose concentration was finally evaluated by adding invertase, monitoring the absorbance for further 18 min. Data refer to suitable volumes, as indicated, of an artificial nectar consisting of 7.5% (w/v) of both glucose and fructose, and 1% (w/v) sucrose (A). The results, expressed as the mean (± SD over 5 replicates) increase of absorbance obtained in each step, were plotted as a function of sugar concentration in the assay mixture, allowing to build the corresponding calibration curves (B). Amino acid mM ± SE % mM ± SE % mM ± SE % mM ± SE % mM ± SE % mM ± SE % mM ± SE % mM ± SE % All 4.13 ± 0.61 100.0 3.12 ± 0.77 100.0 3.87 ± 0.72 100.0 2.99 ± 0.55 100.0 6.58 ± 0.96 100.0 8.12 ± 1.22 100.0 1.37 ± 0.22 100.0 3.70 ± 1.11 100.0
Single amino acids were quantified by RP-HPLC following derivatization with o-phtaldialdehyde. Peaks were integrated by area, with variation coefficients ranging from 0.8 to 3.2%. Since oPDA does not react with proline and cysteine, the concentration of the former was measured either by the acid ninhydrin method, or by RP-HPLC following derivatization with 4-dimethyl-aminoazobenzene-4'-sulfonyl chloride. For each sample, two technical replications were carried out. Data are means ± SE over four independent replications. Amino acid mM ± SE % mM ± SE % mM ± SE % mM ± SE % mM ± SE % mM ± SE % mM ± SE % mM ± SE % Asp 3.0 ± 0.5 1.3 3.8 ± 0.5 1.9 5.8 ± 0.6 2.6 3.7 ± 0.5 1.9 4.0 ± 0.8 1.8 3.3 ± 0.2 1.5 2.5 ± 0.6 1.0 3.7 ± 0.6 2.0 Glu 10.2 ± 1.5 4.4 7.3 ± 0.8 3.6 9.3 ± 1. Ser + Gln 141.5 ± 9.7 61.5 119.2 ± 19.6 59.8 121.1 ± 12.5 53.6 104.5 ± 1.8 53.7 124.9 ± 0.7 55.7 127.8 ± 18.9 58.3 143.9 ± 16.0 57.8 102.6 ± 9.6 54.9
His 16.5 ± 1.3 7.1 21.0 ± 3.7 10.5 24.1 ± 2.8 10.7 20.6 ± 5.5 10.6 16.1 ± 1.7 7.2 21.7 ± 4.8 9.9 24.4 ± 2.4 9.8 18.7 ± 1. Val 7.7 ± 1.1 3.3 6.5 ± 0.7 3.3 9.9 ± 1.7 4.4 8.7 ± 1.5 4.5 9.0 ± 2.2 4.0 8.3 ± 1.2 3.8 9.6 ± 1.7 3.9 8.1 ± 1.5 4.3 Phe 7.3 ± 1.1 3.2 6.8 ± 0.7 3.4 9.8 ± 1.8 4.3 6.8 ± 0.9 3.5 11.0 ± 2.6 4.9 6.5 ± 0.3 2.9 8.4 ± 1.8 3.4 7.1 ± 0.7 3.8 Ile 5.5 ± 0.7 2.4 4.8 ± 0.4 2.4 6.5 ± 1.2 2.9 5.0 ± 1.0 2.6 6.4 ± 1.3 2.9 5.7 ± 0.9 2.6 6.0 ± 1.1 2.4 5.2 ± 0.9 2.8 Leu 3.6 ± 0.6 1.6 3.0 ± 0.2 1.5 4.4 ± 0.9 1.9 3.5 ± 0.6 1.8 5.1 ± 1.6 2.3 3.7 ± 0.6 1.7 3.8 ± 0.9 1.5 3.6 ± 0.7 1.9 Lys 5.1 ± 0.7 2.2 4.5 ± 0.5 2.3 5.9 ± 1.1 2.6 4.1 ± 0.6 2.1 6.6 ± 1.2 2.9 5.6 ± 0.9 2.5 5.7 ± 0.9 2.3 4.4 ± 0.6 2.4 Pro 8.4 ± 1.1 3.6 6.3 ± 0.1 3.1 7.9 ± 0.3 3.5 7.1 ± 0.7 3.6 6.3 ± 1.0 2.8 7.1 ± 1.1 3.2 8.1 ± 1.2 3.3 6.7 ± 0. Single amino acids were quantified by RP-HPLC following derivatization with o-phtaldialdehyde. Peaks were integrated by area, with variation coefficients ranging from 0.8 to 3.2%. Since oPDA does not react with proline and cysteine, the concentration of the former was measured either by the acid ninhydrin method, or by RP-HPLC following derivatization with 4-dimethyl-aminoazobenzene-4'-sulfonyl chloride. For each sample, two technical replications were carried out. Data are means ± SE over three independent replications.
